INTRODUCTION
Thalassemia is the most common congenital anemia that extends along the world.
Thalassemia can be classified into alpha and beta thalassemia, in second type there is deficient synthesis of beta globin, whereas in first type of thalassemia there is deficient synthesis of alpha globin (Madhok and Madhok, 2014) . In thalassaemic patients the infections continue to be among the major causes of mortality (12-46%) among patients with thalassaemia (Rahav et al., 2006) . The most isolated bacteria were Out of 225 specimens; 57 of Gram positive bacteria were isolated and identified from thalassemic patients depending on VITEK 2 compact system. The results showed that 10 genera and 25 species were isolated and the predominant obtained bacteria were staphylococci species which 21 (36.84%) isolates belong to 8 species. All isolated bacteria were tested for their ability for biofilm formation using microtiter plate assay, tube method and congo red agar method and the results revealed that the percentage of biofilm production were 100%, 75.44% and 29.82% for each method respectively. Also their susceptibility to 13 antibiotics was tested and it was found that most of the isolates were highly resistant to amoxicillin/clavulanic acid with percentage 81.53%, while the most effective antibiotics were imipenem and vancomycin with percentage 96% for both antibiotics and also it was showed variable sensitivity to other antibiotics. Another part of the study concerned with using polymerase chain reaction technique for detection of mecA and femA genes in all isolates and the results revealed that out of 21 staphylococci isolates, 12 (57.14%) were harboring mecA gene with amplification product size 533 bp, while 7(33.33%) of 21 staphylococci isolates were harboring femA gene with amplification product size 318 bp, also the gene mecA was found in one isolate of K.rosea with same product size of above mentioned mecA, whereas no genes were obtained from other isolated Gram positive bacteria and the detected gene of mecA in S.aureus and K.rosea was sequenced to confirm the results of mecA gene.
A R T I C L E I N F O A B S T R A C T

Keywords:
Gram positive bacteria, antibiotic sensitivity, biofilm , mecA and femA genes. (Chung et al., 2003; Al-Marzoqi et al., 2009) .
Biofilms are aggregations of cells surrounded by a matrix of extracellular polymeric substance (Sillankorva et al., 2011) . The bacteria that form biofilm are more resistant to antimicrobial agents and this feature makes it difficult to eradicate infections caused by biofilm forming bacteria, constituting a serious clinical problem (Soto, 2013 (Chikkala et al., 2012) . Therefore, the aims of the current study are isolation and identification of Gram positive bacteria from thalassemic patients, detection of some virulence factors ,studding the sensitivity of isolated bacteria to antibiotics, finally using PCR for screening for mecA and femA genes in Gram positive .
MATERIALS AND METHODS
Collection of specimens
A total of 225 specimens were collected within five months (September 2014 to February 2015 , 122 female and 103 male of thalassemia patients in thalassemia center in Erbil city. The specimens were collected as following: 75 from blood, 54 from ear, 52 from oral cavity and 44 from urine. All specimens transferred to laboratory for microbiological examinations and all isolates were isolated and identified depending on VITEK 2 system (Pincus, 2010) .
Detection of some virulence enzyme
Some virulence enzymes such as catalase, oxidase, coagulase , gelatinase , lipase, DNase, protease, lecithinase, urease , beta lactamase and hemolysin was detected as described by (Sharma, 2007; Cappuccino and Sherman, 2008 ; Jarjees, 2014 ; Stratev et al., 2015) .
Biofilm assay
All isolates were tested for biofilm production by using three different laboratory methods which were the microtiter plate assay , tube method and congo red agar method as described by ( Mathur et al., 2006; Pramodhini et al., 2012; Majeed, 2011) respectively .
Antibiotic susceptibility test
Antibiotic susceptibility test used to determine the susceptibility of isolated bacteria against 13 antibiotics by using disc diffusion (Kirby Bauer) method as described by (CLSI, 2011 The most common way to separate DNA molecules according to size is electrophoresis technique in 1.5% agarose gel as described by (Igeltjorn, 2009 ; Mishra et al., 2010) . The DNA concentration and purity was determined by using Nanodrop spectrophotometer (Thermo Scientific/ United States) .
Sequencing of mecA PCR products
Sequencing of PCR products was done in Iran.
The purified PCR product as described by (Leonard et al., 1998) 
RESULTS AND DISCUSSION
Frequency of Gram positive bacteria in thalassemic patients
Fifty seven (25.33%) isolates of Gram positive bacteria were isolated from 225 thalassemic patients which 34 (27.87%) from 122 females and 23 (22.33%) from 103 males.
All isolates were identified depending on Vitek2 analysis with the GP identification card which designed for using with this system. The results of the present study showed that 10 genera and 25 species of were isolated ( While no isolate was found in blood speciemens and these results were similar to that obtained by (Ja'afar and Al-Aswad, 2012), because the blood of thalassemic patients under the study wasn't infected with bacteria (bacteremia or sepsis).
The Thus a thalassemic patient even with regular blood transfusions is not free of problems. The increasing iron stores with every transfusion was a threat to the functioning of patient's vital organs (Madhok and Madhok, 2014) .
Detection of some virulence enzymes
The results of some virulence enzymes in all isolated Gram positive bacteria under the study was showed that all isolated bacteria were 100% producer or 100% non-producer of the enzymes which showed in table (5) except bacteria
Staphylococcus hominis ssp hominis which was only 20% producer for DNase, lipase and β-lactamase and 80% of them were negative for these mentioned enzymes.
Biofilm production
The results of biofilm production in this study indicated that each isolated bacteria had a different potential to form biofilm under the same conditions. Different methods were used to detect biofilm in isolated Gram positive bacteria.
Early biofilm formation detection might help in treatment because long standing cases they may be very damaging and may produce immune complex squeal (Deka, 2014) . In present study, three methods were used for screening for biofilm formation , the results showed that seventeen (29.82%) of isolates were produced biofilm by using congo red agar but this method was not suitable for isolated bacterial selection for biofilm assays because results of congo red agar based on color scale; black, moderately black and pink were subjective since it gave origin to different interpretations (Craveiro, 2013) . Table ( 6) showed that forty three (75.44%) of isolates produced biofilm by using tube method but this method was not suitable for detection of biofilm formation because it was only depended on formation of visible film lined the wall and bottom of the tube. Therefore enable to determine of weak, moderate and strong biofilm formation (Pramodhini et al., 2012) . In addition, fifty seven (100%) of isolates were biofilm producers by using microtiter plates assay and this method was the better screening test for biofilm production than congo red agar and tube method because microtiter assay was easy to perform and assess both qualitatively and quantitatively (Bose et al., 2009 
Antibiotic susceptibility
The results of the antibiotic susceptibility test against isolated bacteria revealed that isolated bacteria were differing in their susceptibility to the tested antibiotics which described in table (Table 8) . Howerever, 4 of the staphylococcus isolates carried both mecA and femA genes, and these results were similar to the results obtained by Duran et al., (2012) .
Although aureus using these genes as targets for PCR detection (Chikkala et al., 2012) . However, Helmi et al., (2013) (20) - (80) + (100) - (100) + (20) - (80) + (100) + (100) + (20) - (80) - (100) + (100) - (100) Staphylococcus hominis
- (100) - (100) - (100) - (100) + (100) - (100) + (100) - (100) + (100) - (100) Staphylococcus auricularis
- (100) - (100) - (100) - (100) - (100) + (100) - (100) - (100) + (100) - (100) Staphylococcus epiderrmidis + (100) - (100) - (100) - (100) + (100) + (100) + (100) + (100) + (100) - (100) Staphylococcus aureus + (100) - (100) - (100) - (100) + (100) - (100) + (100) - (100) + (100) - (100) Staphylococcus haemolyticus
- (100) - (100) - (100) - (100) + (100) - (100) + (100) - (100) + (100) - (100) Staphylococcus capitis + (100) - (100) - (100) - (100) + (100) + (100) + (100) + (100) + (100) - (100) Staphylococcus intermedius
- (100) - (100) - (100) - (100) - (100) + (100) - (100) - (100) + (100) 
